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Production of Pnosphorylation State-Specific Antibody 
A 
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Following determination of the phosphorylated residue, a short synthetic 
phospho-peptide corresponding to the region surrounding the site is prepared. 
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Phosphopeptides are conjugated to carrier protein and prepared for inoculation. 
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Primary screening of anti-sera by immuno-dot-blotting. 




Purification of phospho-specific Ab using protein A and 
phospho/dephosphopeptide affinity chromatography. 
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Confirming specificity by immunoblotting 

Steps involved in the generation of phosphorylation state-specific antibodies (PSSAb) are illustrated 
schematically. Typical results of phospho-peptide dot-blot screening of serum are shown. The bottom 
panel shows immunoblot results confirming the selectivity of the antibody for phosphorylated protein. 
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